Stimulated by our 2015 Current Biology paper [1], Zambon et al. reinvestigated how three myosin isoforms participate in the formation and constriction of the contractile ring in fi ssion yeast. Our paper presented evidence that these myosin isoforms have distinct roles: "Conventional myosin-II Myo2 is crucial to ring assembly, unconventional myosin-II Myp2 is most important for ring constriction, and type V myosin Myo51 aids the other two myosins." Zambon et al. used different markers to reexamine the contributions of the three myosins to cytokinesis and concluded "that Myo2p is the major motor involved in ring contraction in S. pombe." Here, we show that most of the differences observed by Zambon et al. can be attributed to their use of the Rlc1p-3GFP marker, which genetically interacts with myo2-E1.
Stimulated by our 2015 Current Biology paper [1] , Zambon et al. reinvestigated how three myosin isoforms participate in the formation and constriction of the contractile ring in fi ssion yeast. Our paper presented evidence that these myosin isoforms have distinct roles: "Conventional myosin-II Myo2 is crucial to ring assembly, unconventional myosin-II Myp2 is most important for ring constriction, and type V myosin Myo51 aids the other two myosins." Zambon et al. used different markers to reexamine the contributions of the three myosins to cytokinesis and concluded "that Myo2p is the major motor involved in ring contraction in S. pombe." Here, we show that most of the differences observed by Zambon et al. can be attributed to their use of the Rlc1p-3GFP marker, which genetically interacts with myo2-E1.
Most of the observations on contractile ring assembly in the two labs are similar ( Figure 1A ), including our fi nding of slower assembly by strains with four different alleles of myo2. Zambon et al. report that the myo2-E1 strain assembles contractile rings much slower than we reported, but we show that combining the Rlc1p-3GFP tag with myo2-E1 mutation slows the assembly of the contractile ring compared with myo2-E1 cells with mEGFP on the amino termini of either the wild-type myo2 or myo2-E1 heavy chain or with myosins marked with Rlc1p-tdTomato ( Figure 1A) . Therefore, the Rlc1p-3GFP tag compromises the function of Myo2p-E1.
Most of our data on contractile ring constriction agree with the observations of Zambon et al. We agree on the phenotype of the myp2 strain depending on Myo2 and Myo51 (constriction at ~70% the wild-type rate) and the phenotype of the myo51 strain depending on Myo2 and Myp2 (normal constriction).
The fi rst difference is that the myo2-E1 mutant with fully functional Myp2 and Myo51 constricts the contractile ring at wild-type rates in our hands but at less than half the normal rate according to Zambon et al. Our data in Figure 1A show that this defect is due to combining the myo2-E1 mutation with the Rlc1p-3GFP tag, since ring constriction was not compromised with mEGFP-Myo2p-E1 or with the Rlc1p-tdTomato marker in the myo2-E1 strain or with three other myo2 mutant strains (myo2-S1, myo2-S2 and myo2-IQ). Thus, together Myp2 and Myo51 support ring constriction at normal rates.
Zambon et al. report that the myo2-E1myp2 strain depending on Myo51 constricts rings at about half the normal rate, while we observed no ring constriction in this strain nor in the myo2-S2myp2 strain with another strong myo2 mutation and no Myp2 ( Figure 1B ,C). However, their movies are consistent with our observations of highly disorganized strands marked with Rlc1p-3GFP that do not actually constrict. Furthermore, it is unclear how removing myo51 from the myo2-E1 strain can improve the rate of constriction.
The most important difference is the behavior of the myp2myo51 double mutant depending entirely on wildtype Myo2. In our hands these cells constricted rings at only 25% the normal rate, while Zambon et al. report ring constriction at 72% the wild-type rate. We crossed our two single mutant strains, myp2 and myo51, to generate the double mutant strain. Since we obtained the same results with the single mutant strains as Zambon et al., we cannot explain why their double mutant behaves differently from ours.
We agree with Zambon et al. that both Myo2 and Myp2 are motors for ring constriction. We conclude that Myp2 is more important, because it can constrict rings at half the normal rate on its own (Zambon et al. report 80%) and at the normal rate with the help of Myo51 (Zambon et al. report 45% owing to problems with 3GFP) or of Myo2 (Zambon et al. report 100%). We conclude that Myo2 plays an important supporting role, because it constricts rings at only 25% the normal rate on its own (Zambon et al. report 72%) and at 74% the normal rate with the help of Myo51 (Zambon et al. report 75%).
Zambon et al. report that myo2 cells emerging from a genetic cross have a lethal defect in ring assembly, as shown previously [2, 3] and consistent with our conclusion that Myo2 is the main motor for ring assembly. Based on this difference with the phenotype of the myo2-E1 strain, they argue that the myo2-E1 strain is Correspondence an "inappropriate allele to investigate Myo2p function at 25°C". We disagree because purifi ed Myo2-E1 does not bind or move actin fi laments at 25°C [4] and the myo2-E1 strain has the same phenotype as three other strong myo2 alleles (myo2-S1, myo2-S2 and myo2-IQ) [1, 4, 5] . We think that it is reasonable to use myo2-E1 to test the motor functions of the protein in live cells. It is impractical to study the function of Myp2 and Myo51 in myo2 mutant cells, which are not viable without an uncharacterized suppressor mutation [3] . The myo2 deletion mutation is stronger than myo2-E1, because the tail of the protein also contributes to its function [6] , as also observed with budding yeast myosin-II [7] . Rather than retaining some motor function at 25°C, we think that it is more likely that other myosins compensate for the loss of motor function of myo2-E1. Growth of myo2-E1 cells is temperature sensitive, but the cells grow at 36°C on plates with YE5S+ 1.2 M sorbitol ( Figure 1D ). Therefore, cell death is likely due to cell wall defects that occur during cell division. In this case and others, the severity of growth defect phenotypes and the severity of cytokinetic phenotypes are not necessarily correlated ( Figure 1E) .
Zambon et al. report that rings constrict at normal rates in myp2 and myp2myo51 strains at 30°C and 36°C, better than either at 25°C. They argue that Myo2 is suffi cient for ring constriction under these conditions. We have not investigated these conditions. Our work [1] and the new data of Zambon et al. show that three myosins contribute to cytokinesis. Measurements of the force produced by constricting rings in different myosin mutant backgrounds will reveal how each myosin contributes force during cytokinesis.
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